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Supplementary data

Figure S1. DEET does not modify proliferation of B16F10 melanoma cell line

CyQUANT" assay reveals that both concentrations of DEET (10 M and 10 M) do not increase proliferation of
B16F10 cell line. Results are expressed at mean = SEM ; *p< 0.05 compared to control (Kruskal-Wallis with
Dunn’s multiple comparison test).

Figure S2. DEET does not induce neither cytotoxicity nor apoptosis in HUVEC

(a) In vitro cell viability was assessed by colorimetric analysis of MTT reduction after a treatment with 10®M or
10° M DEET for 24 h. (b) Flow cytometric DNA content histograms (fluorescence in arbitrary units, AU) of
HUVEC exposed to 10® or 10° M DEET for 24 h, show that DEET does not induce apoptosis. Actinomycin D
(10° M) was used as positive control. *p<0.05; **p<0.01 compared to control (Kruskal-Wallis with Dunn’s
multiple comparison test).

Figure S3. In vitro capillary formation at increasing concentrations of DEET

HUVEC were cultured on ECMgel” and treated for 24h with concentrations ranging from 10™* M to 10° M
DEET. 10®M DEET allows reaching the plateau of capillaries formation. Reproducible data are obtained from
five to six independent experiments. *p<0.05; ***p<0.001 compared to control (Kruskal-Wallis with Dunn’s
multiple comparison test).

Figure S4. Sequence alignment of rat and human M3 receptor
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Supplemental data

Figure S4

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

ACM3_HUMAN
ACM3_RAT

Prim.cons.

MTLHNNSTTSPLEPNI
MTLHSNSTTSPLEPN

EEEE FREEEEAINR NS

GLPLGTVT{!

CEEE EEEE .

crw LErErNr w

MTLHZNSTTSPLFPNISSSHZE{SPSéAGLPZGTVTéZGSYNL"SZZZGNE‘SSZ BGTéZDPL

70 a0 a0 100 110 120

| | | | | |
GGHTVWQVVEIAFLTGILALVTIIGNILVIVSFKVN KO LETVNNYFLLSLACADLIIGVI
GGHTIWQVVFIAFLTGFLALVTIIGNILVIVAFKV) - ( LETVNNYFLLSLACADLITIGVI

B R R R R B R R R

GGHT2ZWQVVFIAFLTGZLALVTIIGNILVIV2FKVNKQLKTVNNYFLLSLACADLIIGVI

130 140 150 160 170 180

| | | | | |
SMNLFTTYIIMNRA LGNLACDLWLATDYVASNASVMNLLVISFDRYFSITRPLTY

SMNLFTTYIIMNRWALGNLACDLWLS IDYVASNASVMNLLVISFDRYFSITREL

R R T ey

SMNLFTTYIIMNRWALGNLACDLWL2 IDYVASNASVMNLLVISFDRYFSITRPLTYRAKR

190 200 210 220 230 240

| | | | | |
TTKRAGVMIGLAWVISEVLWNAPAILEWC Y J
TTKRAGVMIGLAWVISEVLNAPAILEW Y "

RN AN R RN R IR TN RPN R TR IR IR TR R TS

TTKRAGVMIGLAWVISEVLWAPAILEWQYFVGKRTVPPGECFIQFLSEPTITEGTAIANF

250 260 270 280 290 300

| | | | | |
YMPVTIMTILYWRIYKETE KELAGLO STEAETENFVHEPT ELQQOSM
MRV INTIEYWREY KETEKRTKELAGLOASGTEAEAENFVHPT ELQQOGV

P e

YMPYVTIMTILYWRIYKETEKRTKELAGLOASGTEAEZENFVHPTGSSRSCSSYELQQQ22

rrrrrNEE

330 340 iso 360
|
SLENSAS

D R R R R R e

KRSZRRKYGRCHEWFTTKSWKPSZEQMDODHS SSDSWNNNDAAASLENSASSDEEDIGSE

370 380 3s0 400 410 420

RNAHKLOAQKSMGDGDNC

TRAIYSIVLKLPGHS2ILNSTKLPSSCNLQV22E2LG2VD2ERZAZKLOAQKS220G222

430 440 450 460 470 480

| | | | | |
PKSFSKLPIQLE TAKTSDVNSSVGKSTATLPLSFKEATLAKRFALKTRSQITKRKR
ADKTTATLPLSFKEATLAKRFALKTRSQITK

2K2F2KLPIQLESAVDT2 KTSD2NSSé2KZTATLPLSFKE}\TLRKRFALKTRSQI’I‘KRKR

AR RN R AR ER AR R IR EN AR A

550 560 570 580 590

| | | | |
BVCYRIENKT FRTTFKMLLLC K
BVCYRICNKTFRTTFKTLLLC
B

PVCYALCNKTFRTTFK2LLLCQCDK2KRRKQQYQORQSVIFHKR2PEQAL

Alignment data :

Alignment length : 590

Identity (*) : 541 is 91.69 %

Strongly similar () : 26 is 4.41 %

Weakly similar (.) : 15 is 2.54 %

Different : 8 is 1.36 %

Sequence 0001 : ACM3_HUMAN ( 590 residues).
Sequence 0002 : ACM3_RAT ( 589 residues).



